Figure S1 Plasma membrane of the cells loaded with 5 µM Rhod-2, AM was permeabilized by incubating the cells with CLM mit containing 30 µM β-escin for 60 sec. Then cells were transferred to CLM mit without Ca 2+ ,incubated for 3 min, and the record was started. At 0 min, mitochondria were loaded with Ca 2+ in the CLM mit containing 10 µM Ca 2+ . Note that the time course of Ca 2+ mit increase was almost identical between control siRNA-and mNCLX siRNA-transfected cells, indicating that mitochondrial buffering capacity was not altered by NCLX knockdown. transients in each compartment are shown. The cycle length of the spontaneously generated action potentials is 323.5 ms, which well corresponds to the experimental data, 328.52 ± 17.52 ms (see Table 1 in the main text).
There is no experimental report on mitochondrial Ca 2+ (Ca 2+ mit ) concentration in rapidly beating HL-1 cells (~3.5 Hz). However, several groups reported that Ca 2+ mit concentrations can go up to tens or hundreds of micromolar [11] [12] [13] . Ca • mmol/ms 
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